Maeng Kyu Kim. Clinical characteristics of OGTT-derived hepatic-and muscle insulin resistance in healthy young men. JENB., Vol. 18, No. 4, pp.385-392, 2014 [Purpose] Insulin inhibits glucose release in the liver but increases glucose absorption in muscles. When insulin cannot properly control glucose, it negatively affects glucose metabolism and, furthermore, contributes to the onset of metabolic syndrome and chronic disease. Therefore, this study's goal is to understand the clinical characteristics of hepatic insulin resistance and muscle insulin sensitivity in healthy young men.
INTRODUCTION *
Blood sugar in the body (glucose) is the main fuel of the body and is used in all the tissues. Especially, glucose is the only energy source for the brain and blood glucose level remained consistently in a narrow range (70-90 mg/dl) [1] . In such blood glucose homeostasis, blood insulin plays an optimal role. For glucose kinetics, insulin in the body generally inhibits hepatic glucose secretion and increases glucose absorption in the muscle. In the quantitative aspect, insufficient insulin secretion of pancreatic beta cells increases blood glucose and causes type 1 diabetes [2] while insulin resistance, which is increased in peripheral organs, such as the liver and muscle, not only plays a major role in the onset of type 2 diabetes but also contributes to the onset of hypertension and hyperlipidemia-related metabolic syndromes and chronic disease [3] . Therefore, insulin not only controls blood glucose but also plays a very important role in the body for homeostasis.
Insulin resistance is a state where insulin hormone-mediated glucose absorption and the response to insulin metabolism, which inhibits hepatic gluconeogenesis, are reduced, and, in general, it describes the state of reduced insulin sensitivity [4, 5] . The effects and functions of the decrease of insulin on tissues of the body, are described below. First, insulin inhibits hepatic glucose secretion, but, if such effect is insufficient, hepatic insulin resistance caused by decreased insulin activity will cause hyperglycemia [6] . Second, it increases glucose absorption in muscle cells. Although insulin plays an important role in the absorption (elimination) of glucose, decreased insulin action on muscle, i.e. muscle insulin resistance, is a characteristic of metabolic syndrome and diabetes patients [7] . Therefore, the study of insulin action on the liver and muscle tissues is very important in terms of understanding the mechanism of pathophysiology.
There are various methods to evaluate insulin resistance. The 'so called' Golden standard method, euglycemic hyperinsulinemic clamp method was developed by DeFronzo for the first time and it inhibited hepatic glucose secretion using high-insulin injection and thus evaluates peripheral insulin sensitivity [4, 8] . Also, there was a minimal model method which was much less invasive (injecting glucose and insulin bolus into venous blood) than the clamp method [9, 10] . Although the clamp method and the minimal model are the best methods to evaluate insulin resistance, they take a lot of time, money, and labor and are not easy for a large-scale evaluation in vivo on the human body due to the use of isotopes and complicated test methods to measure insulin resistance of each tissue group.
On the contrary, surrogate index for insulin sensitivity has been widely used. In general, the surrogate indexes using fasting blood glucose and insulin value, such as HOMA (The homeostatic model assessment) and QUICKI (A quantitative insulin sensitivity check index), are used but, for more comprehensive assessment of glucose kinetics in the body, Oral Glucose Tolerance Test (OGTT) has been used. Interestingly, Abdul-Ghani, et al. reported an equation that can evaluate hepatic insulin resistance and muscle insulin sensitivity at the same time using two-hour OGTT data values [11] . This method assessed insulin resistance and sensitivity on each tissue safely and easily, and it was relatively cheap and more efficient than the clamp method and the minimal model method. From numerous study results, VO2max (maximal oxygen consumption) reflecting cardiovascular fitness was related to insulin sensitivity [12, 13] . Low VO 2max was used as an initial clinical indicator for the people with insulin resistance syndrome or type 2 diabetes, and, furthermore, it iwa acknowledged that the decrease of VO 2max was an important risk factor related to various diseases' progression [14] .
One previous study reported a positive correlation between VO2max and systemic insulin sensitivity caused by the clamp method (glucose removal rate by insulin stimulation) [15] , but, still, there were not many reports on the correlation between insulin sensitivity and VO2max on each tissue. As previously stated, the clamp method without using isotopes cannot directly evaluate hepatic and muscle insulin resistance. Therefore, this study was designed to confirm the correlation between OGTT-based hepatic and muscle insulin resistance along with the euglycemic hyperinsulinemic clamp method, which evaluates systemic insulin resistance, and to study the correlation among each tissue insulin resistance, blood lipids, and existing surrogate indexes. Also, an additional goal of this study was to reveal the correlation between tissue insulin resistance and VO2max.
METHODS

Study subjects and data collection method
The subjects of this study were the people who lived in the city J, and were recruited from post-and phone-counseling from Jan. 2010 to Mar. 2010. For conducting exercise, the people with orthopedic problems, heart disease, or metabolic disease were excluded from this study. A total of 28 healthy men were recruited (Age 23.3 ± 0.5 years; BMI 22.8 ± 0.6 kg/m 2 ; Percentage of body fat 17.7 ± 1.2 %). The subjects were men who had regular exercise (at least 30 minutes per day and once per week) before participating in this study.
Physical assessment
Physical assessment was done after 10 hours of fasting. Height was measured with a digital equipment handling up to 0.1 cm unit and weight was measured with a scale handling up to 0.01 kg unit while wearing underwear without shoes or socks (TBF-215; Tanita, Tokyo, Japan). BMI was obtained by dividing weight (kg) by height squared (m 2 ). Waist circumference was measured twice in a row from the navel area of the subjects and the average value was used. Body fat was measured with a bioelectrical impedance method (Inbody-720; Biospace, Korea).
Maximum aerobic capacity
Cycle ergometer (818E; Monark, Vansbro, Sweden) was used to assess VO2max of the subjects. To be more specific, a warm-up was done for 2 minutes with 0 W and exercise was started with 15 W. Loading was done per every 1 minute by 15 W and the intensity was gradually increased until the subjects could not do anymore. Breathing and breathing gas were assessed using automated gas exchange system (Meta Max, Leipzig, Germany). Exercise stress test was discon-tinued in the following situations; 1) rating of perceived exertion (RPE) was 18 or higher, 2) the heart rate during exercise reached 90% or more of the maximum heart rate calculated based on the age or had extreme tiredness that prevented pedaling, and 3) serious arrhythmia or excessively abnormal ST segment. (ST segment depression of horizontal or downward direction of more than 1 mm) [16] .
Euglycemic hyperinsulinemic clamp
After a minimum of 10 to 12 hours of fasting from the previous day, the subjects had a rest of 20-30 minutes in vivo and then intravenous catheters were attached to both arms. One arm was used for injecting glucose and insulin and the other arm was used for blood glucose sampling. Artificial pancreas (STG22; Nikkiso, Shizuoka, Japan) was used for starting euglycemic hyperinsulinemic clamp for two-hours. As with previous studies, the target blood glucose was set at 95 mg/dl and insulin was injected with the speed and amount of 100 mU/m 2 /min. Between 105 and 120 minutes of the clamp, glucose was automatically injected to maintain the steady-state of the glucose level. Peripheral insulin level was 200 μU/mL, which was known to be enough to suppress endogenous gluconeogenesis, and, thus, the glucose infusion rate with the steady-state concentration level was used as an indicator of systemic and peripheral insulin sensitivity [17] .
Oral Glucose Tolerance Test (OGTT)
OGTT was conducted on a different day than the day conducting the clamp method. It was attached by injecting a small polyethylene catheter into the median brachial vein after a minimum of 10 hours of fasting. Then, 75 g of glucose (TRELAN-G75, Ajinomoto) was taken over 5 minutes and venous blood collecting was done with the catheter every 30, 60, 90 and 120 minutes after the intake and, then, blood glucose and insulin analysis was immediately done by injecting the blood into a tube containing EDTA (1mg/mL).
Blood analysis
Serum lipids (TC, total cholesterol; HDL-C, high-density lipoprotein cholesterol; FFA, free fat acid; TG, triglyceride) were assessed with an enzymatic assay method, and liver function tests (GOT, GPT, γGTP) were done using ultraviolet (UV) method. Plasma insulin was measured using antibody ELISA (Wako Pure Chemicals. Ltd, Japan). High-sensitivity C-reactive protein (hs-CRP) was measured using Latexturbidimetric immuno-assay.
Hepatic and muscle insulin resistance and sensitivity
Recently, it became possible to assess tissue insulin sensitivity using OGTT. The method, which was from glucose and insulin value with two-hour OGTT was developed by Abdul-Ghani, et al. [11] . To be more specific, hepatic insulin resistance was calculated with the multiplication of glucose from 0-30 minutes and the surface of insulin (area under the curve; AUC). Muscle insulin sensitivity was calculated by dividing the slope of each natural logarithm of blood glucose on the least-squares regression line by mean insulin value.
Glucose metabolism index (surrogate index)
OGIS (oral glucose insulin sensitivity), a method developed by Mari, et al., assessed insulin sensitivity using two-hour OGTT [18] . HOMA-IR was the value obtained by the multiplying the fasting insulin (μU/ml) and blood glucose (mg/dl) and then dividing this value by 405 [19] . QUICKI was a surrogate index expressing insulin resistance and calculated by the formula of 1/[log(insulin, μU/mL) + log (glucose, mg/dL)] [20] . The HOMA-%S (insulin sensitivity) and HOMA-%B (beta cell function) were calculated using Oxford HOMA automatic calculator (www.dtu.ox.ac.uk/ index.php?maindoc=/homa/index.php) [21] . Matsuda index expressing insulin sensitivity was calculated by the value of blood glucose and insulin from OGTT [22] . To be more specific, the formula was 10,000/sqrt (blood glucose×insulin× Gm×Im) and Gm was calculated using mean blood sugar level at 0, 30 ,and 120 minutes and Im was calculated using mean insulin level at 0, 30, and 120 minutes. Insulin sensitivity index by Avignon, et al. was measured with the same method from the previous report [23] . The FFA-based (free fatty acids) insulin resistance was calculated by the multiplication of fasting plasma FFA (mmol/L) and insulin level (pmol/L) [24] .
Data analysis
The descriptive statistics values of all the data in this study was calculated using SPSS program version 20 (Chicago, USA). Pearson's correlation coefficient (r) was analyzed to evaluate the correlation among measured variables. All the statistical significance levels was set at α = .05.
RESULTS
General characteristics of the subjects
The physical characteristic of this study was young men , and they were recruited among people who were not obese.
The correlation among tissue insulin resistance, body composition, blood lipids, and liver function index
Hepatic insulin resistance showed a significant positive correlation with body fat (% fat) (r = 0.609, p < 0.05). Also, hepatic insulin resistance showed a significant positive correlation with GOT (r = 0.467, p < 0.05), GPT (r = 0.434, p < 0.05), and γ-GTP (r = 0.375, p < 0.05), which reflect liver functions, and a significant positive correlation with hs-CRP (r = 0.492, p < 0.05). Hepatic insulin resistance also showed a significant positive correlation with serum total cholesterol level (r = 0.391, p < 0.05), as shown in Fig. 1 . On the other hand, muscle insulin sensitivity showed no correlation with either the body fat or the liver function index (p > 0.05). Hepatic insulin resistance showed a significant negative correlation with FFA-IS (r = -.386, p < 0.05) that was calculated from insulin and FFA. For the tissue insulin resistance's correlation with blood components, the liver had more correlation with the liver function, inflammation, and serum lipids than with the muscles.
The correlation with insulin resistance surrogate index
Variables Table 2 shows a simple correlation with previous insulin surrogate indexes.
For the correlation with the indexes related to insulin sensitivity, muscle insulin sensitivity showed a significant positive correlation with Avignon (r = 0.493, p < 0.05) and Matsuda index (r = 0.577, p < 0.05) but showed a significant negative correlation with HOMA-%B (r = -0.452, p < 0.05), which reflected pancreatic beta cell function. Glucose infusion rate using the clamp method showed a significant positive correlation with muscle insulin sensitivity (r = 0.415, p < 0.05) as shown in Fig. 2 . In other words, systemic and peripheral insulin sensitivity showed a correlation with muscle 
The correlation between tissue insulin sensitivity and VO 2max
There was no problem (data not shown) found from VO 2max assessment among all the participants regarding arrhythmia and electrocardiogram during the recovery period. From the correlation with VO 2max , hepatic insulin resistance showed a significant negative correlation (r = -0.435, p < 0.05), as shown in Fig. 3 , while muscle insulin sensitivity showed a significant positive correlation (r = 0.474, p < 0.05) as shown in Fig. 4 . Therefore, we showed that there was an inverse correlation between tissue insulin resistance and VO 2max in young men.
DISCUSSION
Insulin resistance is related to metabolic syndrome-related diseases, such as hypertension, diabetes, and hyperlipidemia, and this insulin resistance is greatly related to tissues, especially the liver and muscles [5, 25] . Although there are various methods to measure systemic insulin resistance, there are many limitations for clinical trials due to the methodological difficulties to measure insulin resistance on local tissues. Despite such difficulties, the surrogate index, which can measure hepatic and muscle insulin resistance from OGTT at the same time, was reported [11] .
This study was designed to study the correlation with the surrogate indexes of blood lipids, cardiorespiratory fitness, and insulin resistance to understand the clinical relation among euglycemic hyperinsulinemic clamp method and OGTT-based hepatic insulin resistance in young men. For hepatic insulin resistance, this study found the following results. There was a significant correlation between hepatic insulin resistance and body fat in young men and a significant positive correlation between hepatic insulin resistance and GOT, GPT, and γ-GTP, which reflect liver function. Also, hepatic insulin resistance had a significant positive correlation with high-sensitivity C-reactive protein, which was used as an inflammatory marker.
In previous studies, Wallace, et al. reported that, in the group without diabetes, insulin resistance from jugular vein glucose tolerance test was significantly correlated with γ -GTP, which was a biomarker of liver cell damage [26] . Also, Jo, et al. reported that, for their study results, GPT and γ-GTP could predict metabolic syndrome with insulin resistance of 20,000 or more in number in male and female adults [27] .
Hepatic insulin resistance could not be directly measured since it was a large-size epidemiologic study but it suggested that an increase of insulin resistance was related to the increase of hepatic function-related serum enzyme based on the previous studies (of which reported the correlation between hepatic function-related serum enzymes and insulin resistance) and this study's results. From the correlation with insulin resistance surrogate indexes, hepatic insulin resistance showed a significant correlation with FFA-based insulin resistance. Obesity or metabolic syndrome showed high blood FFA and high blood insulin level. The FFA-IS, calculated from the multiplication of fasting FFA and insulin, was related to systemic insulin resistance [24] and showed a significant correlation with hepatic insulin resistance index in this study. As we can see from the statement of Meshkani, et al., hepatic insulin resistance is known to be related to the onset rate of metabolic syndrome and cardiovascular disease [6] . Hepatic insulin resistance from the aspect of blood glucose control was related to fasting hyperglycemia. In other words, inhibiting gluconeogenesis by insulin became impossible and, thus, eventually, hyperglycemia occurred due to the increased release of blood glucose [28] .
There was no correlation between fasting blood glucose and hepatic insulin resistance since this study used normal people without any disturbed glucose tolerance or glucose metabolism problem but we believed that it was necessary to study blood glucose and hepatic insulin resistance in the groups with diverse ranges of blood glucose in the future since this study used OGTT-based hepatic insulin resistance coming from the multiplication of fasting blood glucose and endogenous gluconeogenesis and the report of significant correlation (r = 0.64) [11] .
During the review of clinical characteristics of exercise for hepatic insulin resistance, a significant negative correlation with VO 2max was found. The correlation between VO 2max and insulin resistance was reported in numerous studies [12, 13] . However, there is still not enough reports on the correlation between insulin resistance per each tissue and VO 2max . This study suggested that the people with high maximum aerobic exercise capacity had higher sensitivity in insulin action on the liver. From the context of aerobic exercise training increasing VO 2max and systemic insulin sensitivity, additional studies are necessary to investigate the effect of exercise training on hepatic insulin resistance. To be more specific, exercise training increased muscle insulin sensitivity through rapid accumulation of glycogen [29] and Single bout of highintensity aerobic exercise (70% VO 2max ) increased insulin sensitivity more than moderate-intensity exercise (50% VO 2max ) [30] .
Along with aerobic exercise, resistance exercise also increased insulin sensitivity. Heijden, et al. reported that, using stable isotopes, there was muscle strength and muscle insulin sensitivity increase in obese teenagers aged around 15 who had resistance training which utilized large muscle groups, 2 times per week for 12 weeks, despite of no weight loss [31] . The studies on exercise and insulin sensitivity using conventional methodologies only reported the change of systemic insulin sensitivity based on certain exercise type. Therefore, I believed not only the assessment of systemic insulin resistance using aerobic exercise and resistance exercise but also the direct assessment of the efficacy of exercise, by applying exercise training types (exercise method, intensity, duration, frequency, etc.) on each tissue insulin resistance, is necessary.
The following results were obtained from this study regarding muscle insulin resistance of young, healthy men. First, there was no correlation between muscle insulin sensitivity and body fat or muscle insulin sensitivity and BMI. Therefore, hepatic insulin resistance was more related to body composition distribution within the sample group of young men than muscle insulin resistance. Interestingly, muscle insulin sensitivity had a high correlation with surrogate markers of insulin resistance. For example, it showed a significant positive correlation with Avignon and Matsuda index but showed a significant negative correlation with HOMA-%B, which reflected pancreatic beta cell function. Glucose infusion rate derived from euglycemic hyperinsulinemic clamp method, which showed systemic and, especially, peripheral insulin resistance, had a significant positive correlation with muscle insulin sensitivity (r = 0.448).
On the contrary, there was no significant correlation between hepatic insulin resistance and glucose infusion rate (p > 0.05). As we can see from the correlation among Matsuda index, Avignon, and the clamp method, the blood glucose change (muscle insulin sensitivity) after the maximum blood glucose level caused by OGTT-based insulin control was related to systemic and peripheral insulin sensitivity. From the insulin action on the clinical characteristics of muscle exercise, a significant negative correlation with VO2max was confirmed.
Skeletal muscle insulin resistance was a major characteristic showing in the initial stage of type 2 diabetes and muscle contraction capacity was very important for insulin to bring glucose into muscle cells [7] . This study could not directly investigate the physical activities of the subjects but it appeared to be that, as with the previous study [32] reporting high VO 2max in the people who did much physical activities during the day or regular exercise training, the correlation of muscle insulin sensitivity and VO2max, which reflected maximum aerobic exercise capacity, has the same meaning as with the aforementioned study in terms of theory.
CONCLUSION
The following results were obtained after reviewing the clinical characteristics of hepatic and muscle insulin resistance from OGTT in young men who were in their 20's. First, hepatic insulin sensitivity was an indicator reflecting liver function, body fat, and blood total cholesterol and, on the other hand, muscle insulin sensitivity was related to the indicator reflecting peripheral insulin sensitivity. Second, there was a correlation between hepatic and muscle insulin resistance and VO2max, meaning that there was a correlation between maximum aerobic exercise capacity and tissue insulin resistance. This method, which was designed to assess hepatic and muscle insulin resistance at the same time using 1-time OGTT, will be used in various studies on the diseases and treatments related to glucose metabolism and, thus, it will be widely utilized in the area of exercise science (physiology and nutrition) in the future.
